Tuber borchii is an ectomycorrhizal edible truffle, commonly called "bianchetto" (whitish truffle) to distinguish it from the more valuable white truffle found in Italy (T. magnatum). Although Tuber borchii also has a fairly high commercial value, information on its ecology, and especially its optimum rainfall and temperature values are lacking. In recent years the issue of climate change has steadily grown in importance, not only in the scientific world, but also politically and in civil society. Over the last century there has been a general increase in the temperature in Italy of about 1˚C. Several studies have underlined how climatic changes influence the optimum growth and distribution of various species of truffle. This contribution aims to illustrate the fluctuation of T. borchii sporocarps production in different timescales and show how these alterations are driven by rainfall and temperature factors. The research, carried out in five different natural T. borchii production areas, reveals that the production of truffles is significantly higher after autumn months characterized by abundant rainfall and cold temperatures.
Introduction
Truffles are ectomycorrhizal subterranean fruiting bodies of ascomycete fungi belonging to the genus Tuber (Trappe, 1979) . While the worldwide number of Tuber species presumably exceeds 180 [1] [2] , only a few have edible sporocarps (truffles) of considerable economic and culinary importance [3] - [5] . The most commercially important species are Tuber magnatum Pico and Tuber melanosporum Vittad., but other species such as Tuber aestivum Vittad. and Tuber borchii Vittad. provide excellent truffles and are becoming increasingly popular in the marketplace [4] [6] . In Italy the truffle Tuber borchii is commonly called "bianchetto" (whitish truffle) to distinguish it from the more expensive Tuber magnatum [4] . Tuber borchii growth mainly depends on mutual relationships with a wide range of broadleaf trees, including oak (Quercus spp.), hazel (Corylus avellana L.), poplar (Populus spp.), linden (Tilia spp.), chestnut (Castanea sativa Miller) and alder (Alnus spp.), and coniferous species such as pine (Pinus spp.) and cedar (Citrus spp.) [1] [4] [7] . It is reported to have a wide distribution in Europe, being found from southern Finland to Sicily, and from Ireland to Hungary and Poland [4] . Since its first cultivation in Italy in 2000 T. borchii has become an increasingly popular species: it has high ecological adaptability and low host specificity [6] . However, information on its ecology is lacking and limited to studies of soil, vegetation geology and ectomycorrhizal communities in northern and central Italy [6] [8] [9] , while the aspect of the rainfall and temperature factors on sporocarps production have been virtually ignored.
Sporocarps production varies from year to year, and that the amount, duration and frequency of fruiting are influenced by numerous environmental factors e both biotic and abiotic, as well as complex interactions among them. Several short and long-term field surveys have related fruit body yields recorded as weight to environmental factors, including climate variation, especially rainfall and ambient temperature [10] - [19] .
In recent years the issue of climate change has steadily gained importance-not only in the scientific world, but also politically and in civil society. This has led to a new awareness: it is now widely understood that climate change is not a remote phenomenon, but is already taking place, and that its effects could be very serious. According to the Stern Report [20] , the differences in water availability between regions will become more pronounced in the near future: areas that are already relatively dry, such as the Mediterranean, will see further reductions in the availability of water (up to 30% per year), accompanied by an increase in temperature of 2˚C. According to the National Conference on Climate Change [21] there has been a general increase in temperature in Italy of about 1˚C over the last hundred years. This value is higher than those of both other European regions and the global average (0.76˚C). The areas particularly affected by this increase are the southern regions and some areas of central Italy. Some recent estimates predict a further warming of about 2˚C in the Mediterranean area over the next 50 years.
Several studies have pointed out that climatic changes influence the optimum growth and the distribution of several species of truffle [14] [15] [22] [23] . In this context our investigation seeks to clarify how T. borchii sporocarps production fluctuates, and to what extent these alterations are driven by climatic factors. Climate data (rainfall and temperature), in tandem with split period approaches and multiple linear regression (GLM) models were used to detect temporal variability in the response patterns of T. borchii sporocarps productivity.
Materials and Methods

Study Area
The research was conducted in five different natural T. borchii production areas (A, B, C1, C2 and P), allocated in the Parco Regionaledella Maremma [Marina di Alberese, province of Grosseto, Tuscany: lat. 42˚39'N 11˚2'E, altitude 5 m above sea level (a.s.l.)]. The areas, covering 1121 mq (C1 and C2), 2148 mq (P) and 2238 mq (A and B), are characterized by coniferous woods, where Pinus pinea and P. pinaster are the dominant species, with Erica multiflora L., Pistacia lentiscus L., Myrtus communis L., Juniperus oxycedrus L. subsp. macrocarpa (S. and S.) Bull., Phillyrea angustifolia L., Juncus spp. and Inula spp. present in the natural shrub layer. The areas are characterized by a Mediterranean climate (mean annual precipitation 590 mm and mean annual temperature 14.7˚C), with August being the hottest month (mean temperature over 23.5˚C) and January usually the coldest one (7.3˚C). The most abundant rains are recorded in autumn (October and November), with an average of 90 mm per month, while June and July are the driest months, with only 20 mm of rain per month. The soil, observed in a small profile, is sandy, single grain and calcareous in all horizons (13% -21% of total CaCO 3 ), with a pH of 8.0 -8.3. It is similar to that described as representative of the Marina Soil Typological Unit in the Tuscan Regional Soil Map at 1:250.000 scale [24] . According to Soil Taxonomy [25] it belongs to the group of "Typic Xeropsamments, mixed, calcareous, thermic".
Climate Assessment and Truffle Production
To perform the climatic analysis, data for the period 1943-1999 were obtained from the meteorological moni-toring station situated in Casello Idraulico (Alberese, province of Grosseto). This thermopluviometric data was used to calculate the seasonal precipitation concentration index (the ratio between the total rainfall for each season and a quarter of the mean annual total), the modified Fournier index as modified by [26] (also known as the F FAO index, which expresses the monthly concentration of rainfall, given the sum of the squared monthly rainfall divided by the annual total), as well as the series of other indices (Lang's rain factor; De Martonne's index and Emberger's pluviometric quotient) traditionally used for climatic analysis [27] [28] . Truffle production was assessed weekly from January to April for four years (1996-1999) (190 surveys in total) using trained dogs. All truffles collected were identified morphologically, counted, weighed, measured and recorded.
Statistical Analysis
The Pearson correlation coefficient was calculated to determine correlations between the number and weight of T. borchii fruiting bodies and parameters (rainfall and temperature) derived from the climate data. The data collected were grouped by area, year and month of sampling, Table 1 shows the variables used in the analysis. The P-value was set at the 5% significance level. Statistical analyses were performed using the STATISTICA 5.0 (Stat Soft. Inc.) package of programmes.The weight of the different variables (rainfall: Pm, Pm-1, Pm-2, Pm-3, Pm-4, WPm; temperature: Tm, Tm-1, Tm-2, Tm-3, Tm-4, WTm) in relation to the production of fruiting bodies was assessed by estimating the significance of the parameters of multiple linear regression in relation to the data derived through the application of a general linear model (GLM). Statistical analysis was performed using the PROC REG procedure in SAS/STAT software (SAS Institute Inc., Cary, NC, USA).
Results
During the study period, 1033 (total weight: 5657 g) T. borchii fruiting bodies were collected. The largest number of truffles (527) was collected in area P (2877.25 g), while truffles of greater size were observed in area B (mean 20.47 mm). All truffles were found at an average depth of 3 cm ( Table 2) . Table 3 compares the main meteorological information recorded in the area during the study period (1996-1999) with that recorded 7 and 44 years before, respectively. During the study period (1996-1999) the mean annual temperature was 14.7˚C. The coldest year was 1998, while the warmestwas1996. The average number of days with a mean temperature higher than or equal to 10˚C-considered as an index of the potential duration of the growing season [29] -was relatively high, particularly in 1997 ( Table 3) . Pm-1 mean monthly rainfall one months before truffle production.
Pm-2 mean monthly rainfall two months before truffle production.
Pm-3 mean monthly rainfall three months before truffle production.
Pm-4 mean monthly rainfall four months before truffle production.
Tm-1 mean monthly temperature one months before truffle production.
Tm-2 mean monthly temperature two months before truffle production.
Tm-3 mean monthly temperature three months before truffle production.
Tm-4 mean monthly temperature four months before truffle production.
WPm sum of the mean monthly rainfall in the autumn months (September-December) before truffle production.
WTm sum of the mean monthly temperatures in the autumn months (September-December) before truffle production. Table3. Main meteorological data for the study areas. The mean annual precipitation during the study period was around 564 mm. In contrast to the temperature, which remained essentially the same compared to the previous 40 years, on average precipitation decreased ( Table 3) . The mean seasonal distribution of rainfall was not homogeneous, as the seasonal precipitation concentration indices ranged from 0.28 to 2.43 ( Table 3 ). The lowest number of rainy days (1 -4 days) was always in typically summer months (June and July), except in 1997, when the months with the lowest number of rainy days were February and September.
The modified Fournier index (F FAO ) revealed a modest degree of concentration of the monthly rainfall, mostly below 100, with the exception of 1999 when it was 130 and marked a situation of climatic aggressiveness.
In comparison to the previous 40 years, in which Lang's rain factor (R) was >40, this index was lower during the study period (1996-1999) ( Table 3) , identifying climatic conditions of great aridity. The same trend was also observed for the De Martonne aridity index (Am), even if the differences were less marked. Emberger's pluviometric quotient (Q) indicated a sub-humid Mediterranean climate, with the exception of 1998 in which Q = 44.4, indicating a semi-arid Mediterranean climate. Figure 1 represents the thermopluviometric trend recorded in the study area over the four years, in relation to total truffle production. The highest production of truffles was observed in the months of February and March, especially in February 1997 when 130 truffles (789.14 g) were collected. Of the 4 years of the study, 1998 was the worst year for fruiting: 137 truffles (802.84 g) were collected, compared to 336 (1833.33 g) in the previous year (Figure 1) .
In 1996 the rainfall was abundant and well distributed throughout the seasons, while in the following years the rainfall decreased and in 1997 it was concentrated in the month of November, when 227 mm of the annual total of 556 mm of rainfall.
In general, the production of truffles seems to decrease during particularly rainy months (Figure 1) , while it seems not to be particularly affected by the average monthly temperature. In fact, the production decreased linearly with increases in rainfall of only 30 -40 mm per month (Figure 2) , while higher monthly rainfalls did not seem to be associated with any regular pattern.
Overall, the precipitation have a negative effect on the production of sporocarps in fact statistically significant negative correlations (p < 0.01) were found ( Table 4 ) between monthly rainfall (Pm) and the number of truffles (reported per hectare) for each month, and year of sampling (Freq-ha) and the sum of their weights (reported per hectare), as well as weight month-to-month (Prod-ha).
Using a multiple linear regression model with the stepwise method and the parameters Pm-3, WPm and WTm a significant amount of the variance was explained, which was not explained by total monthly rainfall ( Table  5 (a)). When we combined these parameters into a single regression model ( Table 5 (b)), Pm-3 and WPm had a significant effect on both the number and weights of T. borchii. WTm, which had a significant (negative) effect on Prod-ha ( Table 5 (a)), had no significant effect when the rate of variance due to precipitation was removed from the general linear model (Table 5(b) ). Table 6 reports the relationship between climatic parameters in the autumn months before truffle production (WPm and WTm) and the weight of the truffles in the five study areas, using a multiple regression model. With the exception of area B, WTm had a significant negative effect (p < 0.05) on the weight of truffles in all areas considered.
Discussion
This study evaluated the effect of rainfall and temperature conditions in natural T. borchii areas for the first time. Ecological responses to climate variations have been reported for a broad range of taxa, including fungi [14] [30]- [35] , across a variety of spatiotemporal scales [36] there is clear evidence of a longer mushroom fruiting season in temperate forest ecosystems, which parallels an extended vegetation period [40] . However, these climate changes have not had the same effect on hypogeous species, in particular of the genus Tuber. In fact, species such as Tuber magnatum and T. melanosporum have declined in their natural Mediterranean habitat despite efforts at their cultivation since the 1970s [3] [5], while others (e.g. T. aestivum) have expanded their range of distribution [15] .
The results of our study indicate that variations in rainfall and temperature parameters have significant effects on Tuber borchii truffle production. The correlation analysis showed the negative effect of average monthly rainfall (Pm) on productivity (number and weight) of Tuber borchii sporocarps. This indicates that exceeding the certain degree of soil moisture essential for the fructification of most fungi [18] [41] [42] becomes a limitation to the fruiting of T. borchii. Indeed ectomycorrhizal species, in contrast to saprotophs, receive water from the host tree through hydraulic lift (nocturnal water transfer from the tree to the associated mycorrhizal symbiont) [43] , and transfer this water to the sporocarps [44] : if the water content becomes too high aeration is reduced, which can be inhibitory [42] . The production of T. borchii is positively correlated with the rainfall of the previous three months (Pm-3) and in general with those of the autumn months prior to collection (WPm). This confirms the results of several studies [10] [12] [17] which have shown that the production of sporocarps is delayed in relation to rainfall, to degrees that vary according to latitude [42] . This period is necessary for the acquisition of energy and nutrients by perennial mycelia [42] . Moreover, high yields in one year are often followed by low yields the following year [12] , presumably due to the insufficient time to build up resources to be allocated to fruiting again. Although our data are based on only four years of investigation a similar case has been observed, in fact a year of high productivity (1997) was followed by one (1998) in which the number and weight of truffles was drastically reduced.
Evapotranspiration is also an important factor for the production of sporocarps [13] , especially in the Mediterranean basin where soil water availability can be subject to significant fluctuations [22] . In line with the findings reported by the author cited, our results show that low temperatures in the autumn months prior to truffle production (WTm) correspond to larger truffles. This result is more difficult to interpret from an ecological point of view, and could be due to complex interactions with other soil microorganisms, which are restricted by colder temperatures in the months prior to collection and could therefore indirectly lead to an adaptive advantage for the mycelium, or to complex chemical-physical interactions at soil level, such as a greater availability of nutrients in relation to the coldest temperatures. These hypotheses are not currently supported by the data analyzed, as further and more detailed investigations are required to clarify the ecological mechanisms behind the results obtained. Considering the modest share of variance explained by individual factors (max. 20%) other factors not considered in this analysis are probably able to explain more than 80% of the variation from year to year and from month to month.
Although the data (climate and production) refer to almost 10 years ago, it was still possible to highlight how rainfall and temperature variations significantly affect the production of these valued crops. In comparison to the highly prized Tuber magnatum and T. melanosporum, T. borchii has a high ecological adaptability, low host specificity and is highly competitive with other mycorrhizal fungi, thus being easier to cultivate [7] . However, changes in this parameters could lead to changes in the geographical distribution of this species too, as observed by Büntgen et al. [14] [15] for Tuber aestivum, and to a drastic decrease in productivity, as already witnessed for T. magnatum and T. melanosporum [3] [5] . Further studies involving larger datasets and genetic techniques, combining ecological (including climate) and phenological details, may be useful to elucidate the distribution of Tuber borchii and identify potential drivers of sporocarps production.
